SUPPLEMENTAL EXPERIMENTAL PROCEDURES
They were incubated with rabbit anti-Nesf-1 antibody (Oh-I et al., 2006) (1:5,000) for overnight at 4°C, followed by incubation with Alexa 488 goat anti-rabbit IgG for 30 min at RT. Slices were mounted on slides and coverslipped with Vectashield hard set mounting medium (Vector Laboratories, Burlingame, CA). Confocal fluorescence images were acquired with Olympus FV1000 laser microscope. Brightness and contrast were adjusted using Adobe Photoshop (Adobe, San Jose, CA).
3V injection and measurements of food intake in mice
For icv injection in mice, a guide cannula (type; OM205-113, diameter; 0.2 mm; Unique 2 medical, Tokyo, Japan) was placed stereotaxically into 3V, at 1.5 mm caudal to the bregma in the midline and 5 mm below the surface of the skull. Mice were allowed to recover from the operation for 10 days while they were habituated to handling. On the day of experiment, food was removed from individual cage at 17:30. Mouse Nesf-1 (100 pmol/1 µl) (n = 9) or vehicle (1 µl sterile saline, 0.9% NaCl) (n = 6) was injected into 3V at 19:30, the onset of the dark cycle, and cumulative food intake for the following 1, 2, 4, 6 and 18 h was measured.
Measurements of LDH release from the PVN slices
The lactate dehydrogenase (LDH) released from the rat PVN slices during incubation at 36°C for 0.5 h under basal conditions (3 mM K + ) and those with 50 mM K + and/or 10 indicates that POMC neurons lead to anorexia via a pathway that remains to be elucidated.
